To check the effect of the injection in the notochord per se on neutrophil recruitment, PBS was injected in the notochord of Tg(mpx:GFP) larvae. No neutrophil was recruited to the notochord (visible with bright-field).
To confirm and follow the injection in the notochord, PBS combined with Fluorecein-dextran (green) was injected in the notochord of Tg(mpx:GFP) larvae. Larvae were imaged at different time points following injection: 4, 24, 48 hpi and 4dpi and no recruited neutrophils (green) was detected. Trypsinization of 4dpf larvae was used to generate single cell suspensions for FACS sorting, and was found to activate macrophages and neutrophils, allowing us to compare endogenous il1b transcription and GFP expression triggered by a stimulus irrespective of an infection, (A-C) To test whether Tg(il1b:GFP-F) can be used to study the dynamic expression of il1b in activated leukocytes, macrophages (macro), neutrophils (neutro), and non leukocyte cells (neg) were FACS sorted from Tg(mpx:GFP; mpeg1:mCherryF) 4dpf-larvae first injected with either PBS or E. coli. Q-RT-PCR was used to measure the relative expression of mpeg1 (A) and mpx (B) in the different populations, confirming purity of sorted populations. Measurement of il1b expression (C) shows that trypinization and cell dissociation of larvae induced high level of il1b expression in macrophages and neutrophils as compared to non leukocyte cells in both PBS and E. coli injected embryos. Quantifications using ef1a as a reference gene; light grey bar represent 95% confidence interval (student T test). Non-overlapping light grey means p<0.05. To evaluate the effect of il1b loss-of-function on macrophage recruitment, Tg(mpeg1:mCherryF) larvae were injected with either il1b (il1b MO) or scramble (scram MO) morpholinos. Then the larvae were infected with E. coli-GFP in the notochord and recruited macrophages counted. Plots represent the number of recruited macrophages to the notochord at 4 hpi (A) and at 24 hpi (B). The number of recruited macrophages in il1b morphans was similar to that of controls. Table S1 : Induction of cytokines upon notochord infection with E. coli The relative expression levels of cytokines and chemokines associated with E. coli infection in the notochord. Expressions were measured by real-time PCR (using ef1a as a reference gene) on cDNA made from RNA isolated from larvae injected with PBS or with E. coli in the notochord at 48 hpi. Results are represented as fold change in E. coli infection relative to PBS injection +/-standard error of the mean. n=3 independent samples of 10 pooled larvae. We detected no significant expression of interferon φ1, φ2, γ1 and γ2 in the different conditions.
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